Summary
Introduction
The protozoan parasite Trypanosoma cruzi utilizes the plasma membrane (PM) repair machinery for host cell invasion (Fernandes et al., 2011) . This machinery includes Ca 2+ -dependent lysosomal exocytosis (Tardieux et al., 1992) and a rapid form of endocytosis triggered by release of lysosomal acid sphingomyelinase (ASM) (Fernandes et al., 2011; Idone et al., 2008; Tam et al., 2010) . Because T. cruzi enters cells in a polarized fashion at the cell periphery, through a process that requires exocytosis (Reddy et al., 2001) , we investigated the involvement of the exocyst, a conserved octameric protein complex composed of Sec3, Sec5, Sec6, Sec8, Sec10, Sec15, Exo70 and Exo84 (Guo et al., 2000; Heider and Munson, 2012; TerBush et al., 1996; TerBush and Novick, 1995) that spatially targets vesicles to the PM (Boyd et al., 2004; He and Guo, 2009; Moskalenko et al., 2003) .
Materials and Methods

Host cells and parasites
HeLa CCL-2.1 and NRK cells were grown in Dulbecco's modified Eagle's medium (DMEM) (Gibco) supplemented with 10% FBS at 37 o C with 5% CO 2 .
Trypomastigotes from the Trypanosoma cruzi Y strain were obtained from the supernatant of infected monolayers of LLC-MK 2 cells as previously described (Andrews et al., 1987) . Images were acquired on a laser scanning confocal Leica SPX5 with a 63x N.A.
Invasion assays and immunofluorescence
1.4 oil objective. DNA on all samples was stained with 10 µM DAPI (Sigma).
Resealing and exocytosis assays
Cell monolayers (60% confluence) were washed 3 times at 4°C min at 37°C and stained for 1 min with PI, DAPI, and imaged. ß-hexosaminidase secretion assays were performed as described (Rodriguez et al., 1997) .
Glass bead wounding
NRK Cells were cultured on glass coverslips to confluency, incubated in 500 µl DME ± Ca 2+ at 37°C, the medium was exchanged for 500 µl DME ± Ca 2+ containing 5 mg/ml Texas Red-dextran (10,000 MW, lysin fixable, Invitrogen) and cells were mechanically wounded using 500 µm acid-washed glass beads (Sigma) sprinkled (0.05 g per coverslip) from a 1 ml conical tube held 1 cm above 
RNAi and western blot
HeLa cells (1. 
VSVG-YFP trafficking assay
HeLa cells transduced with adenovirus encoding VSVG-ts045-YFP as previously described (Toomre et al., 2000) were placed at 39°C overnight, shifted to 37°C for 15, 30, 45 and 60 min, exposed to trypomastigotes for 10 min, fixed and processed for quantification of intracellular parasites.
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Results and Discussion
The exocyst complex is recruited to vacuoles containing recently internalized T. cruzi and is required for efficient invasion.
Exo70 and Sec8 were observed associated with sites of contact of extracellular T. cruzi with the host PM, identified by the staining of exposed parasite portions with anti-T. cruzi antibodies. Recruitment of Exo70 and Sec8 was markedly stronger around internalized parasite regions ( Figure 1A ,B). 
